In June 2013, 29 apparently healthy Rousettus leschenaulti bats were captured by using a bird net in a longan orchard in Yunnan province of China. Living bats were euthanized by intravenous injection of potassium chloride at the local Center for Animal Diseases Control and Prevention. We intended to focus on encephalitis-related viruses in brains, respiratory tract-borne viruses in lungs, and viruses in digestive system, therefore the brains, lungs, livers and intestines of each bat were collected separately into cryotubes and immediately frozen in a liquid nitrogen tank prior to transportation to the laboratory, where they were stored at 80C.
Bat samples were prepared for metagenomic analysis as described by He et al. (1) . The intestines, lungs, livers, and brains of 29 bats were pooled together and homogenized in SM buffer (1:10 [w/v]; 50 mM Tris, 10 mM MgSO4, 0.1 M NaCl, pH7.5). The homogenized samples were centrifuged at 8,000×g at 4C for 30 min to remove cell debris and foreign materials, and the supernatants were immediately filtered through 0.45-m and 0.22-m filters (Millipore). Host genomes and other free nucleic acids were eliminated by digestion of nuclease mixture containing DNase (Ambion), Benzonase Nuclease (Novagen) and RNase I (Fermentas).
The viral RNAs were then extracted immediately using QIAamp® Viral RNA Mini Kit (Qiagen) according to the manufacturer's protocol. Total viral RNAs were dissolved in RNasefree H2O and used immediately for the following reverse transcription with SuperScript III reverse transcriptase (Invitrogen) using anchored random primers according to the manufacturer's protocol. To synthesize dscDNA, a Klenow fragment (New England Biolabs) was added to the cDNA mixture, and incubated at 37C for 60 min. After inactivation of the enzyme, phosphates and free single-stranded bases in the dscDNA reaction was removed using shrimp alkaline phosphatase and exonuclease I (TaKaRa).
To obtain sufficient viral nucleic acid, single primer amplification was employed to amplify the dscDNA with the Accuprime Taq DNA Polymerase System (Invitrogen) according to the manufacturer's protocol. Briefly, a 50 l reaction system containing 10 l of the above dscDNA mixture, random primers (20 mM), 10×Accuprime buffer I, and Taq DNA Polymerase (1 U) was denatured at 94C for 2 min, followed by 40 cycles of 94C denaturing for 30 s, 54C annealing for 30 s, 68C extending for 1 min with final 68C extension for 8 min. The PCR products were then purified using the QIAquick PCR Purification Kit (Qiagen) and dissolved in 50 μl TE buffer (100 mM Tris-HCl, 10 mM EDTA, pH8.0). The purified PCR products were pooled together and then subjected to HiSeq 2000 (Solexa) sequencing in 1 lane by the Beijing Genome Institute (BGI).
To screening filovirus in these samples, the longest contig generated by viral metagenomic analysis was used as a template for design of specific semi-nested primers (Filo- 
